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(57) Abstract 

A method is described for the simultaneous 
assembly of two or more primer extension gener- 
ated, double stranded DNA fragments, into a con- 
struct, comprising the steps of: 1) designing the 
primers such that the fragments subsequently pro- 
duced by PCR, have 3* termini of 15 nucleotides 
or more being complementary to a second and third 
fragment, both having 3* termini of 15 nucleotides 
or more, complementary to each terminal of first said 
fragment; 2) providing in each of said primers and 
subsequently in each of said fragments, at least one 
dU residue in place of at least one dT residue, be- 
ing positioned at least 15 nucleotides from the 5' 
end of said primer and subsequent fragments; 3) 
adding to the mixture of fragments the enzyme UDG 
(Uracil DNA Glycosylase) and a compound such as 
N^,dimethylethylenedimethylamine, to a-purinatc 
and generate single strand nicks at said dU residues, 
respectively, thereby to generate a 3' single strand 
overhang on each fragment to be joined thereto, be- 
ing complementary to the other 3* single strand over- 
hangs of second, third or more aforementioned frag- 
ments, and 4) allowing for all fragments thus gener- 
ated to anneal into a single and stable DNA construct 



A. PCR fragment with a single dU residue that had been incorporated 
into each primer 

dU== 



B. UDG a-purinate8 the dU residues 



(dU) 
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C. N,N dimethylethylonediamino nick* the a-purinated residue* 
3' 



D. Heating disconnects the nicked oligonucleotide* from the double- 
stranded DNA molecule 

overhang 



overhang 



E. Slow cooling allows fragments with complementary termini to inter- 
connect 
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METHOD FOR SIMULTANEOUS LIGATION OF MULTIPLE DNA FRAGMENTS 
Field of the Invention 

The present invention concerns an improved method for joining a number 
of DNA fragments into a single, complex DNA construct in a desired 
predetermined directional manner in which method the actual joining of 
the DNA fragments is essentially a single step. More specifically, the 
present invention concerns an improved method for combining DNA 
fragments having regulatory function, such as, for example, promoters and 
the like, and DNA fragments encoding various proteins, such as, for 
example, enzymes (such as polyketide synthases), cytokines, hormones 
and the like, into a single construct for the purposes of cloning and 
expression of such a construct in a simple and rapid procedure, by way of 
which the various DNA fragments are connected in a predetermined 
direction and after joining of the fragments, there is no unwanted linker 
DNA between the joined fragments. Accordingly, the method of the 
present invention provides also for a seamless joining of DNA fragments. 

Background of the Invention 

Building DNA constructs is the core of genetic engineering. Building 
complex constructs requires time, money and highly skilled personnel. 
The construction is performed by fusing together specific DNA fragments 
in a desired way. The state of the art, as concerns cloning DNA 
fragments, has been published in a very large number of books, articles, 
patent applications, patents, and the like, and is usually readily available 
and known to all of skill in the art. For example, a comprehensive account 
of DNA cloning procedures is provided in the three volume text by 
Sambrook ct al. (1989) entitled "Molecular Cloning - a Laboratory 
Manual", 2nd Edition, Cold Spring Harbor Laboratory Press. This 
extensive account of the prior art techniques for the combination of DNA 
fragments, cloning and expression thereof, is included herein by reference, 
in its entirety. 
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In accordance with the prior art, each of the DNA fragments is initially 
cleaved from larger DNA entities (DNA from plasmids, cDNA, genomic 
DNA) with enzymes called restriction enzymes. The desired fragments 
are then covalently connected together by use of an enzyme called ligase. 

A given restriction enzyme is able to cleave DNA at a specific short 
sequence known as a restriction site. With more than two hundred 
different restriction enzymes which are commercially available, restriction 
sites situated at random up and downstream of a desired gene (or any 
other sequence of choice on a given DNA entity), can be identified and 
then cleaved by the respective enzymes. The DNA sequences which 
constitute restriction sites are mostly palindromic, between four to eight 
base pair long. Most enzymes cleave the DNA within the restriction site, 
leaving either "blunt" or "staggered" ends, depending on the specific 
enzyme. DNA with a "staggered" end has a short stretch (also known as 
"overhang") of single-stranded DNA between two to four bases long. 

The enzyme ligase can connect, or ligate, two blunt ends of two DNA 
fragments (each fragment is a separate molecule) and form one longer 
flagment (longer molecule). Such a ligation is extremely inefficient, ligase 
can also ligate two molecules with staggered ends if the overhangs of these 
two molecules are complementary to each other. In fact, matching 
overhangs greatly improve ligation between molecules: the 
single-stranded DNA on one molecule has an affinity to the 
complementary single-stranded DNA on the other molecule. The 
staggered ends* also known as "sticky ends", or overhangs, form 
non-covalent connection with one another via hydrogen bonds. Since the 
overhangs produced by restriction enzymes are short, these connections 
are weak and unstable. Nevertheless, they rightly align the molecules 
long enough as to assist ligase in performing its task. 
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Sticky-end overhangs produced by the majority of the restriction enzymes 
consist of an overhang of two or four nucleotides. In theory, only 
fragments containing matching complementary overhangs can be 
connected to one another by ligase. In practice, illegitimate connections 
are a common occurrence. Due. to the low affinity between such short 
single strand overhangs and consequently, due to the unstable nature of 
the connection between them, legitimate ligation is an inefficient process 
yielding a low amount of desired product. Furthermore, the palindromic 
nature of the sticky ends always results in undesired by-products such as 
"hcad-to-head" connections between identical molecules which further 
reduce the amount of the desired product. 

Connecting DNA fragments with non-matching ends can be carried out by 
either blunting the ends by special enzymes or by adding very short, 
artificial DNA molecules called "linkers". These molecules are specifically 
designed to have an overhang that would match one fragment on one of 
their sides and another overhang, on the other side, that would match the 
other fragment. The addition of lirkers further reduces the amount of the 
desired product. 

Because of the inefficiency of the process, connecting more than two 
fragments at once is avoided if possible, and the building of DNA 
constructs is done one step at a time. Each step consists of several stages: 
first, desired DNA fragments are cut by restriction enzymes from larger 
molecules. Next, two DNA fragments are ligated to each other. Since the 
amount of the desired fragment is low, it has to be amplified, usually by 
transfecting cells of choice, such as, for example, bacterial cells. In order 
to do so, the product has to be circular DNA and has to contain certain 
components that will allow its amplification in bacteria. The third stage is 
therefore transformation of the DNA product into bacterial cells. Because 
of the high background of undesired product, a fourth, verification, stage 
has to be carried out. In this stage, the DNA from various bacterial clones 



WO 98/38296 ^ ^ PCT/IL98/00094 

-4- 

is purified and tested in order to distinguish between the desired product 
and all the others. Only afterwards can one proceed to the next step. The 
construction of a complex DNA molecule requires numerous such steps. In 
terms of time t the construction of sophisticated molecules may take 
anywhere between several weeks, to several months, and sometimes it is 
not achieved at all. 

Although the affinity between complementary overhangs of two or four 
nucleotides is low, both the affinity between complementary overhangs 
and the stability of the hydrogen bonds, once formed, greatly increase 
when the overhangs are longer. Several methods for connecting fragments 
employing overhangs of longer than 4 bases have been described. 

One prior art method uses single strand extensions created by adding 
nucleotides at the 3' end of a DNA strand in a template-independent 
fashion (Roychoudhury, R. Gene Amplif Anal. 2:41-83, 1981). The enzyme 
used in this method, terminal transferase, will incorporate nucleotides dt 
the 3' hydroxyl terminus of a double-stranded DNA fragment, thus 
creating a single-stranded tail. Since the enzyme uses the nucleotides 
randomly, the only way to ensure that the single-stranded tail will be 
complementary to a corresponding overhang created on a second DNA 
molecule, is to provide for each extension only one of the four nucleotides. 
The overhangs created with this method must therefore be 
homopolymeric, so that only four types of overhangs can be used, 
corresponding to the residues dA, dC, dG or dT. Since the overhangs 
created on both termini of a DNA fragment must be identical, cloning with 
this method is directionless and can only involve two fragments that are 
connected to each other at both ends, forming a circular molecule. 
Furthermore, the length of the overhangs cannot be specifically controlled. 
Finally, the method necessarily introduces an unwanted stretch of 
nucleotides into the final construct, the length of which cannot be 
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determined exactly, making the method unsuitable for the purpose of 
cloning into vectors where the reading frame must be preserved. 

Various cloning kits sold in the market are based on the fact that the 
hydrogen bonds between overhangs 12 nucleotides long are stable enough 
to make the addition of ligase prior to transformation into bacteria 
unnecessary. The hydrogen bound fragments remain attached to one 
another during the transformation procedure and then become covalently 
bound by the bacterial ligation machinery. In fact, in a number of recent 
issued U.S. patents and a published PCT patent application: U.S. 
5,137,814; U.S. 5,229,283; U.S. 5,334,515; and WO/18175 
(PCT7US93/01965), all assigned to Life Technologies, Inc., U.S., there have 
been described methods for inserting DNA fragments of choice into a DNA 
vector of choice by way of generation of such 12 nucleotide long 
complementary overhangs, as well as ways of altering the nucleotide 
sequence of such DNA fragments at the time of their preparation and 
insertion into the vectors. 

The above-mentioned U.S. patents and PCT application assigned to Life 
Technologies, Inc., also describe the use of so-called exo-sample 
nucleotides such £3, for example, dU for the purposes of generating the 
desired complementary overhangs on the vector and the fragment to be 
inserted therein. Hence, these patents and application are also 
incorporated herein in their entirety by reference for all matters 
concerning the use of exo-sample nucleotides and the various associated 
polymerase chain reaction (PCR) procedures and the construction of 
single-stranded DNA primers, including such exo-sample nucleotides, to 
generate the fragment of choice to be inserted into the vector. 



However, the above-mentioned prior art as a whole, and the specific 
disclosures according to the above-mentioned U.S. patents and PCT 
application, all have drawbacks when it is desired to use such known 
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technology to combine two or more DNA fragments together. Of these 
drawbacks, one of the main ones is the fact that for the generation of the 
complementary overhangs, usually repeats of three nucleotides are 
employed, each repeat containing a single EXO-sample nucleotide, in the 
primer sequence to generate the desired fragment. As a result, the 
generated fragment will have at its terminal ends an additional segment 
of DNA corresponding to these repeats. This additional segment of DNA, 
also called "linker" DNA, has the length of the repeats. Subsequently, 
when the fragment is inserted into the vector, the two junction sites 
between the fragment and the vector will contain this extra linker DNA. 
Hence, if it was desired, for the purpose of expression of the fragment, to 
directly fuse the original fragment DNA to a desired sequence within the 
vector, by these prior art techniques such a direct fusion is not possible, 
because of the presence of the linker segment. Such a linker segment may 
therefore be detrimental to the proper expression of the fragment within 
the vector, and hence may have to be removed after the initial 
construction of the fragment within the vector, a procedure requiring an 
additional input of t : me and resources. 

Similar methods have been described by Rashtchian et al. (Anal. Biochem. 
206, p. 91-97, 1992), who d^cribed 12 nucleotide overhangs generated by 
uracil DNA glycosylase (UDG) to achieve high-efficiency cloning of single 
inserts into a vector. Using such complementary overhangs of only 12 
nucleotides in length represents a further drawback of the above earlier 
methods, namely, such short overhangs often lead to a relatively low 
efficiency of joining between two fragments and hence, when three or more 
of such fragments are desired to be joined, these methods do not provide a 
useful yield of the desired products. Thus, using such 12 nucleotide 
overhangs with the prior art methods, it is likely that when it is desired to 
join three or more DNA molecules together, this would have to be done in 
a step-by-step process in which, at first, two molecules would be joined, 
the so-joined molecule then isolated and purified, and afterwards, the 
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third fragment would be added thereto, and so on for any additional 
fragments to be joined. As a result, these prior art methods are also 
time-consuming and require a significant input of resources. 

One of the aims of the present invention is to provide a method by which 
two or more fragments may be joined together in a specific predetermined 
directional manner, very efficiently, in which the joining step is essentially 
a single step and in which the junction sites between the various 
fragments are seamless, namely, do not contain any linker DNA segments 
to provide a fully in-phase joining of one fragment to the next. 

In a copending application of the same applicant herein, filed together 
with the present application and identified as Attorney Docket 4190/96, 
(Israeli Patent Application No. 120338) there is described a method for 
joining DNA fragments in an efficient manner, by way of a rapid 
procedure, and this by providing long terminal overhangs of at least 15 
nucleotides un each of the fragments to be joined. It is another purpose of 
the present invention to provide a method for joining three or *nore DNA 
fragments in an efficient manner, and at the same time ensuring that 
there is only complementarity between the terminal overhangs of any two 
fragments which are to be joined together, ensuring that only the 
predetermined desired order of joining between the fragments is achieved. 

Other aims and aspects of the present invention will be readily apparent 
from the foregoing disclosure. 

It should be noted that all of the various terms, procedures and the like, 
used herein throughout, unless otherwise indicated, are all well known 
terms in the art, known by all of average skill in the art. Thus, for 
example, terms such as nucleotides, primers, PCR, and the like, are 
readily known to all of skill in the art and are well defined in all standard 
texts and publications, for example, the above-noted Sambrook et al. The 




PCT/IL98/00094 



WO 98/38296 



-8- 



above-noted U.S. patents and PCT application, incorporated herein by 
reference, are less known. The term "exo-sample nucleotides" , of which 
dU is an example, as used herein throughout; is a relatively new term of 
the art, but is .well defined and described in the above-noted reference U.S. 
patents and PCT application. 

Summary of the Invention 

In accordance with the present invention, there is provided an improved 
method for combining two or more DNA fragments together into a 
multi-DNA fragment assembly, which overcomes the above-mentioned 
drawbacks of the prior art. By the method of the present invention, the 
DNA fragments are joined in an essentially single-step joining reaction in 
a desired, predetermined order and in a seamless fashion. 

Accordingly, the present invention provides a method for the simultaneous 
multi-DNA fragment assembly of two or more double-stranded DNA 
fragments produced by a primer extension reaction, particularly the 
polymerase chain reaction (PCR), comprising the steps of: 

(a) providing for each DNA fragment to be joined to a second DNA 
fragment and to a third DNA fragment, a pair of primers for the 
primer extension procedure thereof, wherein one of said two primers 
has a portion which is complementary to one terminal portion of the 
strand of said fragment, and the second of said two primers has a 
portion which is complementary to the other terminal portion of the 
strand of said fragment, and wherein the second portion of at least 
one of the said primers is complementary to the terminal portion of 
a different fragment to be joined to said first fragment in a specific 
positioned relationship; 

(b) providing, in each of said primers, at least one dU residue or the 
like in place of at least one dT residue of the original primer 
sequence, the first of said at least one dU residue(s) being positioned 
at least 15 nucleotides from the 5 1 end of said primer; 
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(c) producing each said DNA fragment by the primer extension reaction 
procedure; 

(d) carrying out in any suitable order the steps of: 1. mixing the 
produced DNA fragments 2. adding the enzyme UDG to apurinate 
said dU residue and a second enzyme or a compound such as 
N,N-dimethyl ethylenediamine to generate single-strand nicks at 
said apurinated dU residue, said UDG and second enzyme or 
compound being in amounts sufficient thereby to generate at the 
end of substantially all fragments a 3' single strand overhang which 
is complementary to another 3' single strand overhang or another 
fragment to be joined thereto; and 

(e) providing suitable conditions and allowing sufficient time for the 
specific joining of said fragments to generate a multi-DNA fragment 
assembled product. 

Of course, if two fragments are to be joined to a circular construct, then the 
above termini of said second and third DNA fragments are termini of the 
same fragment. Furthermore, it will U readily appreciated by all of skill in 
the art that it is possible, by the above method of the invention, to join a 
fragment at one end only, i.e., it is not necessary to join both ends of any or 
all of the above fragments. 

The invention also provides the above method wherein the DNA mixing 
step is carried out before the UDG enzyme addition step. The invention 
further provides the above method wherein the UDG enzyme addition step 
is carried out before the DNA mixing step. 

Still further, the invention provides the above method wherein step (e) 
includes the removal of the nicked oligonucleotides from the reaction. 



One embodiment of the above method of the invention is a method 
wherein the said 3' complementary overhangs on said DNA fragments are 
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generated by the addition to said fragments, the enzyme UDG to 
apurinate said dll residue and a second enzyme selected from 
endonuclease III (Endo III) or endonuclease IV (Endo IV) to generate 
single-stranded nicks of said apurinated dU residue to provide said 3' 
overhangs. 



Another embodiment of the above method of the present invention is a 
method wherein said 3' complementary overhangs of said DNA fragments 
are generated by the addition to said fragments, the enzyme UDG to 
apurinate said dU residue and the compound N,N-dimethyl 
ethylenediamine to generate single-stranded nicks at said a-purinated dU 
residue to provide said 3' overhangs (for the role of this, and other 
chemical reagents in forming nicks, see McHugh and Knowland. (1995) 
Nucleic Acid Res., 23, 1664-1670). 



The joining of the fragments via the 3* complementary overhangs is 
facilitated by: 

(a) heating the reaction mixture to a temperature suitable to allow 
dissociation of the oligonucleotides at the termini of the fragment after 
said apurination of the dU residue and generation of nicks at the 
apurinated dU residue, and incubating said mixture; 

(b) keeping the mixture of (a) at a temperature statable to maximize 
correct connections between complementary overhangs; and 

(c) optionally, adding ligase to said mixture to facilitate covalent 
joining of the DNA strands. 

In accordance with any of the above methods and embodiments according 
to the present invention, the DNA fragments to be joined are selected from 
two or more DNA fragments having regulatory function such as, for 
example, promoters, enhancers, terminators, ribosome binding sites and 
the like; and DNA fragments encoding proteins such as, for example, 
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enzymes (such as citrate synthases, polyketide synthases, and succinyi- 
CoA-synthetase), cytokines, hormones and the like. 

Furthermore, in accordance with any of the methods or embodiments of 
the present invention as noted above, there is also provided a method 
wherein one or more of the DNA fragments to be joined is a mutant 
fragment having been subjected to site directed mutagenesis during its 
preparation. Thus, for example, if it is desired to join a promoter carried 
by one DNA fragment to another DNA fragment encoding the protein of 
choice, it is possible to produce one or more site directed mutations in the 
promoter sequence and this by introducing into the primers made to 
synthesize this promoter sequence one or more specific site-directed 
mutations to provide a mutated promoter sequence, or similarly, by 
introducing mutations into the primers made to synthesize the protein 
sequence, it is possible to generate a site-directed mutated protein 
sequence. This is particularly useful if, for example, it is desired to 
provide a promoter from a particular source but in which its activity is 
either increased or decreased with respect to the naturally occurring 
promoter or, likewise, if it is desired to alter the biological activity of the 
protein as compared to its naturally occurring form. Thus, by virtue of 
the present invention, it is possible not only to join fragments of choice 
together, but at the time of preparing such fragments, it is possible to also 
mutate the sequences of the fragments of choice. In addition, it is also 
possible to generate random mutations in defined sequences by employing 
mutagenic PCR conditions on at least one of the fragments which are 
produced. 

According to the present invneiton, there is also provider* the above 
method, wherein at least some of said primers for the primer extension 
production of said DNA fragments are biotinylated at their 5' ends, and 
wherein when said enzyme UDG and said second enzyme or compound are 
added to said mixture of fragments, there is also added streptavidin, either 
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free or bound to beads, whereby single-stranded oligonucleotides 
containing at their 5' end a biotin moiety generated following the 
formation of said single-strand nicks at said apurinated dU residues are 
bound via a biotin-streptavidin connection and are effectively removed 
from the joining reaction. 

The present invention also provides a primer for use in any of the above- 
mentioned methods or embodiments thereof of the present invention, 
comprising at least one dU residue in place of at least one dT residue, the 
first of said at least one dU residue(s) being positioned at least 15 
nucleotides from the 5* end of the primer. In view of the above-mentioned, 
there is also provided, as an embodiment of the primer of the invention, a 
primer wherein the primer is biotinylated at its 5' end. 

The present invention also provides an assembled DNA construct 
whenever prepared by any one of the methods or embodiments thereof as 
set forth hereinabove, and wherein said construct has been assembled 
from the joining together of a plurality of D; -A fragments according to the 
invention. 

Still further, the invention provides a DNA fragment comprising an 
overhang of at least 15 nucleotides or an end portion suitable to be 
converted into such an overhang. The invention also provides said DNA 
fragment, for use in the above method according to the invention. 

Illustrative, but non-limitative, examples of the above assembled DNA 
construct of the invention include constructs which have been assembled 
by the joining together of three DNA fragments; constructs which have 
been assembled by the joining together of four DNA fragments; constructs 
which have been assembled by the joining together of five DNA fragments, 
and constructs which have been assembled by the joining together of eight 
and more DNA fragments. Furthermore, other examples of the assembled 
DNA constructs of the invention include constructs as indicated above, 
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which are in the form of a linear DNA molecule or which are in the form of 
a closed circular DNA molecule. 



apparent from the following detailed description of the invention. 

B rief Description of the Drawings 

- Fig. 1 (A-E) is a schematic flow-diagram depicting one embodiment 
of the preparation of the fragments, their treatment and their joining, in 
accordance with the method of the invention, as detailed in the Examples. 
== depicts the primers, — depicts a single strand of the DNA fragment 
and / \ depicts the a-purinated site. 

- Fig. 2 is a schematic illustration of a plasmid prepared in 
accordance with the method of the present invention, as detailed in 
Example 1 and 2, wherein the open bars depict the Tet fragment which 
may be synthesized as a single fragment from primers SEQ. ID NO. 1 
(also designated 31162) and SEQ. ID NO. 5 (also designated 30402), or in 
the form of two subfragments, TetA and TetB from primers SEQ. ID NO. 1 
and SEQ. ID NO. 4 (also designated 27341), and SEQ. ID NO. 3 (also 
designated 25595) and SEQ. ID NO. 5, respectively; the dark bar depicts 
the Amp + ColEl-ORI fragment, which is synthesized as a single fragrant 
from primers SEQ. ID NO. 8 (also designated 27342) and SEQ. ID NO. 6 
(also designated 3885); and wherein the hatched bar represents the Cm 
fragment, which may be produced as a single fragment from primers SEQ. 
ID NO. 2 (also designated 3597) and SEQ. ID NO. 7 (also designated 
4144), or as two separate subfragments, CmA and CmB from primers 
SEQ. ID NO. 2 and SEQ. ID NO. 9 (also designated 27343), and SEQ. ID 
NO. 10 (also designated 25596) and SEQ. ID NO. 7, respectively, and 
wherein the primers are indicated in the figure with arrows denoting their 
direction of synthesis, the arrowheads being the 3' end of the primer. 



Other aspects and embodiments of the present invention will be rsadily 
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Fig. 3 is a schematic illustration of a plasmid constructed out of eight 
fragments in accordance with the method of the present invention, as 
detailed in example 3. 

Detailed Description nf the Invention 

The present invention concerns an improved method for combining two or 
more DNA fragments together into a single DNA construct, by which 
method the fragments are joined in an essentially single-step joining 
reaction, in a desired, predetermined order and in a seamless fashion, 
namely, no linker DNA is inserted between the joined fragments. 

In the present invention, each primer is synthesized by standard, 
automated single-stranded (oligonucleotide) DNA synthesis and has two 
parts. A 3' part being complementary to the fragment to be produced, and 
a 5* part complementary to the terminal portion of the strand of another 
fragment to be specifically joined to this first fragment. Thus, the 
primers, in accordance with the present invention, essentially correspond 
to the desired predeteimined junction region at those ends of the two 
fragments to be joined. In this way, for each fragment generated, a 
unique pair of primers is used. 

In the above primers, during their synthesis there is incorporated at least 
one dU residue in place of at least one dT residue of the original sequence 
of the fragment, this dU residue being placed at least 15 nucleotides from 
the 5 1 end of the primer. In this way, as is fully detailed below, when the 
so-generated fragment is to be joined to the other so-generated fragments, 
upon addition of the enzyme UDG and the compound N,N-dimethyl 
ethylenediamine, or another enzyme which is the functional equivalent of 
this compound, at the ends of each fragment there is generated a 3' single 
strand overhang which is complementary to only one other such overhang 
present only on the fragment to be joined, to ensure that only the right 
fragments will join. 
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According to the present invention, the use of dU and the associated UDG 
and N,N-dimethyl ethylenediamine for the generation of the specific 
overhangs, is. the preferred choice, as all of these reagents are readily 
available at relatively low costs. . However, any other suitable exo-sample 
nucleotides, and corresponding reagents to remove them and generate 
single-stranded overhangs as are known in the art may also be used in 
accordance with the present invention. See, for example, the 
above-referenced patents assigned to Life Technologies, Inc., in which 
there is described dU, UDG and various other exo-sample nucleotides and 
reagents for their removal. 

One such example of an alternate procedure is the use of UDG to cause 
apurination of the dU residues in the PCR - generated DNA fragments 
followed by the use of a second enzyme, which may be either endonuclease 
III (Endo III) or endonuclease IV (Endo IV), instead of N,N-dimethyl 
ethylenediamine, to nick the DNA fragments at the apurinated dU residue 
and thereby to generate the derired 3' overhangs od the DNA fragments. 

In accordance with the present invention, overhangs of at least 15 
nucleotides long are generated to e:csure stable and efficient joining 
between the various fragments. In fact, in a series of experiments in which 
overhangs of only 12 nucleotides was used, disclosed in a copending patent 
application of the same applicant filed on the same day as this application 
(Attorney Docket 4191/96, Israeli Patent application No. 120339), the 
specification of which is incorporated herein by reference, it was found 
that when using fragments with overhangs of 12 bases, only low efficiency 
joining between two fragments could be achieved, and no joining between 
three or more fragments into a single construct could be achieved. Hence, 
in accordance with the present invention, it has been found that such 
overhangs must be at least 15 nucleotides long to ensure the joining of two 
or more fragments together in an efficient maimer. 
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In accordance with the present invention, it is of course also possible to 
generate one or more site-specific mutations within the one or more 
fragments to he joined together and this by standard procedures, in which 
the various above-noted primers, when generated, are generated having a 
specific nucleotide substitution, deletion or addition at a selected site 
within the primer. Subsequently, the fragment generated from such a 
primer will have the pre-selected site-specific mutation. Likewise, it is 
also possible to generate regions of either high mutation rates or very low 
mutation rates by amplifying fragments using mutagenic PCR protocols or 
high-fidelity enzymes, respectively. 

As regards the various DNA fragments to be joined in accordance with the 
method of the present invention, these fragments may encode any DNA 
molecule of choice. For example, the fragments may encode various 
regulatory sequences such as, for example, promoters, enhancers, 
terminators or the like. The fragments may also encode various proteins 
having various biological activity of pharmaceutical or veterinary 
importance, for example, various metabolic enzymes (such as polyketide 
synthase), hormones, cytokines, and the like. Hence., it is possible to 
generate, in accordance with the present invention, new chimeric 
promoters having improved or decreased activity and this by joining two 
fragments encoding parts of promoters from various sources. Likewise, it 
is possible to generate a wide range of chimeric structural and regulatory 
proteins, for example, chimeric cytokine molecules, receptors, enzymes 
and the like, of improved or other desired biological activity, by combining 
fragments encoding different domains of such molecules from different, 
sources. Likewise, a multi-fragment assembly may be devised in which a 
new desired promoter is directly connected to a new desired DNA molecule 
encoding a biologically active protein in a single new construct for the 
purposes of enhanced expression of this new desired protein, then the 
construct is used to transfect/transform suitable cells of any organism of 
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choice, for example, prokaryotic or eukaryotic ceUs such as bacterial or 
yeast cells, respectively, or mammalian, insect or any other eukaryotic 
cells. Likewise, such a multifragment assembly can also be in the form of 
a modified bacterial or animal virus carrying one or more genes of choice 
for the purposes of infecting prokaryotic or eukaryotic cells of choice, and 
thereby introducing into these cells the gene(s) of choice. 

In accordance with the present invention, the PCR procedure is essentially 
the well known, now standard, procedure, which may be augmented by 
using recently described new high-fidelity DNA Polymerase enzymes, as 
well as newly developed, improved automated machinery for this purpose. 
Hence, any PCR procedure and reagents for use therewith may be utilized 
in accordance with the present invention to generate the very specific 
fragments which are to be combined together. 

Hence, in accordance with the present invention, one may readily prepare 
a DNA construct of choice, nauiely, a "custom-made" DNA construct in 
which any desired DNA fragment encoding any desired structural or 
regulatory function, can be joined in a seamless fashion to other such DNA 
fragments. As the procedure in accordance with the present invention is 
both rapid and simple to perform, it is therefore possible to prepare any 
DNA construct of choice, be it a linear DNA molecule for insertion into 
cells directly by known techniques, or a circular DNA molecule to be used 
as a vector for transfecting/transforming cells of choice, or a linear 
construct for insertion into another vector of choice, and any other such 
purpose readily apparent to any of skill in the art. The list of possible 
constructs which may be prepared in accordance with the present 
invention is essentially endless, as the only limitation on the preparation 
of constructs in accordance with the present invention is the availability of 
sequence information for the ends of each of the fragments to be joined. 



The present invention will now be described in more detail in the following 



WO 98/38296 




PCT/IL98/00094 



-18- 



non-limiting examples and the accompanying drawings: 
The General Procedure 

The fragments which are to be attached to each other in a directional 
fashion are preferably prepared by utilizing the well-established 
Polymerase Chain Reaction (PGR) procedure, this being a standard 
procedure of the art. This provides for suitable amounts of the fragments. 

In this way, the desired fragments of the original DNA are greatly 
amplified and by virtue of the use of pre-selected specific primers in the 
PCR procedure, the 5' and 3' ends (termini) of the PCR-prepared 
fragments will have the desired pre-selected sequences which will 
ultimately provide for the directional attachment of the fragments to yield 
the DNA molecule of choice, in which all of the fragments have been 
attached to each other in the pre-selected order. 

Furthermore, by virtue of the necessity to use pre-selected primers in the 
PCR procedure, th : .s necessity is also convenient for the purpose" of the 
present invention, namely, into these primers, one or more dU residues 
may be incorporated in place of one or more dT residues, these one or more 
dU residues being the sites at which further specific treatment will 
provide for each of the various fragments having the desired 
single-stranded DNA overhangs (cohesive ends) that will be 
complementary only to the overhangs on the other fragments to which 
each fragment is to be connected, thereby ensuring the directionality of 
the connection. 

In accordance with the present invention, it is preferred to use more than 
one such dU insertion into each primer in those sites of the primer that it 
is desired to treat further following the PCR procedure. However, it must 
be noted that the number of dU insertions is entirely dependent upon the 
chosen (predetermined) primer sequence, not all primer sequences of 
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choice will necessarily have many dT residues for replacement by dU 
residues. Further, it is also desirable to have such dU replacements that 
are spread out along the length of the primer, but here too, the number 
and spread ofdU replacements is dependent upon the primer sequences of 
choice. In any event, at least one.dU insertion in place of one dT residue is 
essential in each primer sequence to ensure the successful operation of the 
method of the invention. According to one embidiment of the present 
invention, following the PCR procedure, all of the fragments are mixed 
together and subjected to the preferred treatment with UDG and 
N,N-dimethyl ethylenediamine, which results in the apurination of the dU 
residues, followed by cleavage (nick) at the 3' side of each apurinated 
residue to create a single strand nick. After this treatment, the 
temperature is raised to 75°C, resulting in the denaturation and 
disconnection of the double-stranded structures in between dU residues 
and up to the dU residue most distal from the 5 1 end of the primer (the 
most 3* dU residue), or when only one dU residue was inserted, then the 
denaturation and disconnection is up to the position of this dU residue, 
thereby yielding fragment having long specific 3' overhangs. These 31 
overhangs are specific both as regards their sequence, and as regards their 
length, the length being determined by the original placement of the most 
distal (most 3') dU residue in the primer. In the present invention, 
overhangs of about 15 nucleotides and longer are used. 

The above predetermined annealing can be done by a slow cooling, 
(starting from 75°C and down to about 20-30°C), which facilitates specific 
and directional annealing of the different fragments to each other, by 
virtue of specific connections between the complementary 3* overhangs of 
the neighboring fragments. Alternatively, the annealing of the fragment 
can be done at 37°C or at any temperature desired when more than one dU 
residue is inserted into the primer and the inserted dU residues are 
spaced along the primer, their subsequent removal results in the 
generation of very short released oligonucleotides which compete less 
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successfully for annealing to the aforesaid strand (to which they were 
originally annealed) with the complementary overhangs of the fragments 
to be joined. Further, at the temperatures at which the various fragments 
join each other by annealing of their complementary 3* overhanging 
portions, the various released - oligonucleotides are less efficient in 
reannealing, the shorter the oligonucleotide, the less the annealing 
efficiency. Most preferably, the oligonucleotides that are generated 3* to 
the apurinated dU residue or residues are removed from the mixture. Two 
examples of how to do it are included herein, one using biotin (Example 2), 
the other using a different procedure (Example 3). 



As a final step in the above procedure, ligase (e.g., T4 ligase; of course any 
ligase, other than T4 ligase, may be used) may be added to covalently 
connect all of the fragments and thereby complete the formation of a 
single DNA molecule without any nicks. This ligase step is optional in 
view of the fact that by the preferred use of long overhangs at the termini 
of the fragments, the connection between the matching complementary 
overhangs, i.e., the hydrogen bonding therebetween, is of such a nature 
that even without the final covalent connection with a ligase, the 
hydrogen bonding is strong enough to hold all of the fragments together. 
As will be described below, fragments combined in this fashion remain 
intact in a linear form even when subjected to gel electrophoresis, or when 
fragments are so connected to form a circularized DNA molecule, such a 
circularized molecule is structurally stable enough to be used to transfect 
cells to provide transformed cells containing this circularized molecule, 
which in these cells become ligated by the endogenous cellular ligases. 

For the purpose of simplicity, it should be noted that in the above general 
procedure, when, for example, it is desired to connect five fragments 
together to form a linear molecule, then, the specific primers used in the 
PCR step are designed in such a way that the ends that are to be 
connected to each other are homologous (i.e., nave perfectly 
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complementary 3' overhangs, once these overhangs have been generated 
as noted above and below). For example, if a linear DNA construct is to be 
made from five fragments numbered 1-5 and for each fragment, for the 
purposes of illustration, we designate the sense direction to be "left to 
right" such that when joined fragment number 1 will be the extreme 
left-hand side and fragment 5 will be the extreme right-hand side of the 
combined molecule (or by convention, the (+) sense strand will begin with 
its 5 1 terminus at the extreme 5' end of fragment 1 and end with its 3' 
terminus being at the extreme end of fragment number 5; and the (-) 
non-sense strand will have its extreme 5' end at the extreme end of 
fragment 5 and its 3* end at the extreme end of fragment number 1). 

Hence, to make this construct of five fragments, the right terminus of 
fragment 1 should be homologous to the left terminus of fragment 2, the 
right terminus of fragment 2 should be homologous to the left terminus of 
fragment 3, the right terminus of fragment 3 should be homologous to the 
left terminus of fragment 4, and the right terminus of fragment 4 should 
be homologous to the left terminus of fragment 5. With such homology, 
once the 3* overhangs at the ends of each fragment are generated (as noted 
above and below), there will thus be perfect complementarity between the 
3 f overhang at the right terminus of fragment 1 cad the 3* overhang at the 
left terminus of fragment 2 to provide for a specific directional joining of 
these two fragments by complementary interaction or joining between the 
two 3* overhangs, and likewise for the joining of the above-mentioned 
other termini of the various fragments to be joined. In such a construct, 
therefore, the left terminus of fragment 1 and the right terminus of 
fragment 5, i.e., the extreme ends of the molecule, should not have any 
homology to each other or to any of the other left or right termini of all of 
the various fragments, in this way ensuring that the so-produced molecule 
will be linear and will not be capable of circularization or undergoing any 
other inter-fragment interactions which would disturb the 1-2-3-4-5 
desired configuration to be formed. 
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However, when it is desired to make such a molecule which is circular, 
then of course the right terminus of fragment 5 should be homologous to 
the left terminus of fragment 1, thereby ensuring that circularization 
occurs only by connection between fragment 5 and fragment 1. As also 
arises from the above-mentioned, all of the left and right termini of each of 
the fragments which are not designed to be connected must be 
non-homologous, this condition being relatively easy to meet in view of the 
standard technology available for the automated synthesis of primers, the 
sequence of which is easy to determine. 
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Thus, it is apparent from the above general procedure that the method of 
the present invention is essentially a single-step procedure in which all of 
the reaction components are present in a single reaction vessel in which 
all of the various reactions and treatments are carried out, thereby greatly 
simplifying the overall process and providing an end-product that is 
essentially only the desired product which can be readily obtained and 
fin ':her utilized. 

It should of course be noted that the initial PCR amplification of the 
fragments ,vhich it is desired to combine should preferably be carried out 
in separate reaction vessels for each specific fragment to ensure the 
fidelity of the PCR products. 

However, this requirement for separate PCR amplifications of the selected 
sequences is now also a simple laboratory procedure in view of the widely 
available automated apparatuses for carrying out PCR procedures, which 
can handle a large number of separate samples at the same time. Also, as 
mentioned above, the production of the desired PCR primers which will 
carry the preferred more than one dU residue, or at least a single dU 
residue is also carried out by automated machinery which allows for the 
generation of large numbers of primers of high fidelity and purity 




PCT/1L98/00094 



- 23 - 

simultaneously in a very short period of time (for example, there are 
machines which can simultaneously produce 96 different primers at a cost 
of only about 10-30 cents per base per primer). Hence, it is possible to 
readily produce almost any desired primer carrying the preferred more 
than one or at least single dU residue in the preferred positions or position 
within the primer so as to ultimately result in an at least 15 nucleotide 
overhang and preferably about 20 or more nucleotide overhang at the ends 
of the fragments to be joined. 

A schematic representation of the above-mentioned general procedure is 
set forth in Fig. 1. In parts A-D, there is illustrated how a PCR fragment 
having only a single dU residue (for simplicity of illustration) may be 
treated with UDG and N,N-dimethyl ethylenediamine to yield a PCR 
fragment with 3' overhangs at its two termini. In parts A-B of Fig. 1 there 
is shown schematically the preferred position of the dU residue in the 
end-product of the PCR procedure, Le., the desired PCR-produced 
fragment which has incorporated 'at its terminal ends the sequence 
defined b" the two primers used in its preparation, and in which the dU 
residue is inserted distal from the terminal ends of the fragment so that 
once it is removed by the treatment with UDG and N,N-dimethyl 
ethylenediamine, schematically shown in parts C and D of Fig. 1, large 
single-stranded terminal overhangs will be formed, these preferably being 
at least 15 nucleotides in length, and more preferably about 20 or more 
nucleotides in length. When the primers are prepared it is of importance 
to make the replacement of the dT residue by the dU residue at a site in 
the primer which will be about 20 base pairs (bp) distal to the 5 ! end of the 
sequence of the desired fragment, so that when incorporated, this dU 
residue will be about 20 bp distal to the 5' terminus of the PCR 
end-product. 



It should be noted that for the purposes of illustration in Fig. 1, parts A-D, 
there has been shown only the general outline of the UDG and 
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N,N-dimethyl ethylenediamine treatment of dU-containing PCR 
fragments for a single exemplary fragment, all the other fragments that 
are to be joined together essentially having the general overall structural 
configurations, with the dU inserted distal to the terminal ends of the 
fragments. In part E of Fig. 1,- there is shown schematically the linear 
alignment of five fragments which are to be connected to each other in the 
predetermined order of fragments 1-5, this being facilitated by the 
homology at the ends of the fragments which are to be specifically joined 
to each other, namely, the so-called right-hand terminus of fragment 1 is 
homologous to the left-hand terminus of fragment 2, the right-hand 
terminus of fragment 2 is homologous to the left-hand terminus of 
fragment. 3, and so on, so that only connections in the specific order of 
fragments 1-5 can be obtained by the specific complementary interactions 
between the complementary 3' overhangs. The length of the overhangs is 
playing a critical role in determining the strength of the hydrogen bonding 
between the complementary overhangs which will connect the various 
fragments and hence the overall high specificity of the order in which 
these fragments will be connected to each other. 



Materials and Methods 

All of the fragments which were joined together, as set forth in the 
following examples, were first individually prepared by the PCR procedure 
using a commercially available PCR apparatus (Robocycler Gradient 96™, 
Stratagene, U.S A.) according to the manufacturer's instructions. 
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The concentrations of the reagents used in all of the PCR procedures, were 
as follows: 



Reagent 


Concentration 


Volume in 
Reaction Vessel 


DNA*(see below) 


0.1 \i%/\d 


0.5 ul 


Primer 1 


10 pmol/ul 


10 nl 


Primer 2 


10 pmol/ul 


10 pi 


dNTP**(see below) 


2.5 mM (each) 


16 jxl 


10X Buffer 




20 ul 


H2O 




144 ul 


TaqDNA 

Polymerase***(see below) 


5U/pI 


0.8 ul 






200 ul - 
Final Volume 



The temperature regime for all of the PCR procedures was as follows, in 
accordance with the manufacturer's instructions: 



94°C for 60 sec, 40°C for 80 see, 72°C for 240 sec, this temperature 
regime being carried out for 30 cycles and then followed by a final 72°C for 
600 sec After the last 72°C incubation, the reaction vessel was cooled to 
6°C. 

*The DNA which was used as the template in all of the following examples 
was either the plasmid pBR322 or the plasmid pACYC184, both 
commercially available and for both the full sequence and restriction maps 
are available. This will be described in more detail in Example 1 below. 

**dNTP is a mixture of dATP, dTTP, dCTP and dGTP, in equimolar 
amounts, all obtained from commercial suppliers and used in accordance 
with the manufacturer's instructions (Boehringer-Mannheim, Germany). 
It should be noted, as mentioi *d above, that during the PCR amplification 
of the fragments, only these normal nucleotides are employed and that 
dUTP is not inserted at all, this having been already inserted into the 
above-noted primer 1 and primer 2 prior to commencement of the PCR 
procedure. 
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***The Taq DNA polymerase was also obtained from a commercial 
supplier and used in accordance with the manufacturer's instructions 
(Boehringer-Mannheim, Germany). 

Further, it should be noted that the above 10X Buffer is the usual buffer 
employed in the PGR procedure and is also purchased from a commercial 
supplier and used in accordance with the manufacturer's instructions 
(Boehringer-Mannheim, Germany). 

Example 1 

Preparation of a circularized plasmid bv the directional 
connection of 3-5 fragments constituting the plasmid 
Overview 

The plasmid to be constructed was designed to have three or more 
different regions, each to be prepared separately by PGR amplification and 
then joined in a specific directional fashion to provide a circularized 
plasmid as the end-prod xt. This required the iritis 1 , preparation of 
specific primers, the sequence of which was to provide the basis on which 
the various PCR fragments, constituting the various regions of the 
plasmid, would be able to combiro with each other to ultimately connect 
all the regions in the specific directional manner. The sites within the 
primer sequences which would provide for the interconnection between the 
various PCR fragments were determined irrespective of any restriction 
enzyme sites or any other DNA sequence features at these connection sites 
in order to demonstrate that, in accordance with the method of the present 
invention, any DNA sequence at any particular site within a DNA 
molecule can be utilized as a connection site by preparing the necessary 
specific primers to provide for this connection site. 

In Fig. 2, there is shown schematically the plasmid that was deeigned and 
produced by the method of the present invention. This plasmid carries 
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three independent antibiotic resistance genes, for resistance to ampicillin 
(Amp gene, or hereinafter Amp); tetracycline (Tet r gene, or hereinafter 
Tet); and chloramphenicol (Cm r gene, or hereinafter Cm). The plasmid 
also carries the ColEl origin of replication (ColEl-ORI), which in this 
specific instance is situated next to the Amp gene, thus these two entities 
constituting a single region of the plasmid. The Tet and Cm genes 
constitute additional separate regions. Such a plasmid is capable of being 
replicated in a host cell and will endow the host cell, successfully 
transformed therewith, with resistance to all three types of antibiotic. 
Accordingly, it is also possible to readily select for those host cells 
transformed by this plasmid by growing the transformed cells in the 
presence of one of the antibiotics and then to screen for the resistance to 
the other antibiotics. This therefore provides for a genetic analysis of the 
end-products of the construction procedure at the in vivo level. Further 
verification step was done by testing the plasmids in the transformed 
colonies by PCR, as detailed below. 

To prepare the above plasmids, . number of constructions were made in 
which 3, 4 and 5 individual fragments were produced by PCR and then 
combined to yield the plasmids. Thus, when the plasmid was to be 
constructed from three fragments, the Jbove-noted three regions of the 
plasmid were PCR synthesized using appropriate primers so that three 
PCR fragments together having all three regions would be obtained. 
When the plasmid was constructed from four fragments, other appropriate 
primers were used to yield four PCR fragments encompassing the three 
regions of the plasmid. Likewise when the plasmid was constructed from 
•five fragments, other appropriate primers were used to yield five PCR 
fragments encompassing the three regions of the plasmid. The results (not 
shown) of these constructions using three and four fragments showed that 
the so-constructed plasmids were fully active in vivo when used to 
transfect host cells, there being obtained a large number of resulting 
transformed cells having resistance to all three antibiotics, this large 
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number being indicative that the transformation efficiency of the 
so-constructed plasmid was high, and further, that the so-transformed 
cells actively expressed the antibiotic resistance genes carried by the 
plasmid. 

For the purposes of exemplifying the method of the present invention, it 
has been chosen not to show the building of the simpler constructs and to 
demonstrate only the more difficult procedure for successfully combining 
five PGR fragments which together encompass the above three regions of 
the plasmid that was constructed and used to transform host cells with 
high efficiency. 

For this five fragment construction, the following was carried out: 

(i) Preparation of the specific primers for the PCR amplification 
of the desired five fragments of the plasmid. 

As snown in Fig. 2, anu as outlined above, it was desired to construct a 
circularized plasmid having three regions: 

(a) a Tet region; 

(b) an Amp + ColEl-ORI region; and 

(c) a Cm region. 

These three regions were to be connected in a highly specific manner, 
namely, the Tet region was to be connected between two ends of Cm and 
Amp + ColEl-ORI regions, while at the other two ends, the Cm and 
Amp+ColEl-ORI regions were to be connected to each other. Thus, it was 
necessary to connect one end (upstream) of the Cm region to one end 
(upstream) of the Tet region, to connect the other end of the Tet region to 
one end (downstream) of the Amp + ColEl-ORI region, and to connect the 
other ends (downstream of Cm and the upstream end of Amp + ColEl-ORI 
region) to each other. 
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To achieve this task, five separate fragments were designed and produced 



(1) A large fragment of around 1700 bp which carries the Amp gene 
and the ColEl-ORI sequence; 

(2) Two fragments together constituting the Tet region being 
designated "Tet A M fragment of around 850 bp containing the 
upstream end of the Tet gene; and "Tet B" fragment of 600 bp 
containing the downstream end of the Tet gene; and 

(3) Two fragments together constituting the Cm region, designated 
"Cm A" fragment of around 430 bp containing the upstream end of 
the Cm gene; and "Cm B" fragment of around 270 bp containing the 
downstream end of the Cm gene. 

For the production of these fragments, it was necessary to prepare specific 
primers. The above three regions of the plasmid to be constructed are well 
known, as they are derived from two commercially available plasmids, 
namely pBR322 and pACYC184 (New England Biolabs, U.S.A.). The full 
sequence and maps of the various regions of these plasmids are known. 
The full sequence of these plasmids can be accessed from GenBank 
database under accession Nos. J01749 and X06403, respectively. For the 
preparation of PGR fragments containing the Tet and Amp + ColEl-ORI 
regions the pBR322 sequence and plasmid (as a template) was utilized; 
and for the Cm region, the pACYCl84 sequence and plasmid (as a 
template) was used. 

In this way, using standard automated procedures to produce 
polynucleotide oligomers {Applied Biosystems, U.S.A.), the following 
primers were synthesized: 



byPCR: 



(1) Upon a study of the sequences of the Cm gene provided with the 
commercially obtained pACYCl84 plasmid and of the Tet gene 
provided with the commercially obtained pBR322 plasmid, it was 
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decided that the desired region containing the junction between the 
Cm and Tet genes should be of the following sequence: 



junction point 

5* CCATTTTAGC TTCCTT AGCTCCTGA^TTCTCAT GTTT GACAGCTTATCATC 
3' GGTAAAATCGAAGGAATCGAGGACTtAAGAGTACAAACTGTCGAATAGTAG 

Cm upstream (5* region) junction point Tet upstream..(5') region 



Hence, the primers which will provide the overlap between the Cm and 
Tet genes and allow their connection to each other were designed as 
follows: 



(a) Primer designated SEQ. ID NO. 1, also designated 31162, as 
shown schematically in Fig. 2, having the sequence: 

5'AGCTCCTGAtTTCTCATGTTUGACAGCTTATC 
sequence complementary T beginning of Tet 5* (sense) sequence 

to the Cm end junction point 

(b) Primer designated SEQ. ID NO. 2, also designated 3597, as 
shown schematically in Fig. 2, having the sequence: 

S'AAACATGAGAAtTCAGGAGCUAAGGAAGCTAAAATG 
sequence complementary t beginning of Cm 5' (sense) sequence 

to the Tet 5 1 (sense) end junction point 

As depicted schematically in Fig. 2, the above primer SEQ. ID NO. 1 
will enable synthesis of the Tet gene from the upstream side, inclusive 
of the Tet A fragment, this synthesis being in the clockwise direction 
with respect to the completed plasmid shown in Fig. 2. At the same 
time, primer SEQ. ID NO. 1 has ako an extension at its 5' end, as noted 
above, that is complementary to the Cm upstream region, to facilitate 
joining of the Tet and Cm genes. 




PCT/IL98/00094 



WO 98/38296 



-31- 



Likewise, the above primer SEQ. ID NO. 2 will enable synthesis of the 
Cm gene from the upstream side, inclusive of the CmA fragment, this 
synthesis being in the counterclockwise direction with respect to the 
completed plas'mid shown in Fig. 2. At the same time, primer SEQ. ID 
NO. 2 also has- an extension at its 5 1 end, as noted above, that is 
complementary to the Tet upstream region, to facilitate joining of the 
Cm and Tet genes. 

It should also be noted that, by design, the two genes, Cm and Tet are to 
be joined at their 5' ends, i.e., when expressed they will be transcribed in 
opposite directions, this being apparent from the description above. 

Furthermore, as arises from the positioning of the dU in the above 
primers SEQ. ID NO. 1 and SEQ. ID NO. 2, this was chosen so as to 
produce a large overlap (preferably greater than 15 nucleotides), 
namely, in the resuLmg PCR fragments produced with these primers, 
the dU is- twenty nucleotides from the 5* end, and following UDG, 
N,N-dimethyl ethylenediamine treatment and heating, this entire 
twenty nucleotide single-stranded 5 f fragment will be removed from both 
PCR fragments, leaving single-stranded 3' overhangs on the 
complementary fragments. This complementarity is unique (all the 
other primers for the other fragments having different sequences) to 
facilitate specific directional joining of the two fragments. As will be 
apparent to one of skill in the art from the above description and 
knowledge of the now standard PCR technology, use of the above 
primers will yield PCR fragments of the following o ! -end sequences 
containing the dU residues: 



5'AGCTCCTGATTCTCA TGT TUGACAGCTTATC... 
3' TCGAGGACTAAGAGTACAAACTGTC G A AT AG... 

(from Primer SEQ. ID NO. 1) 

5'AAACATGAGAATCAGGAGCUAAG GA A G CT A A AA T G... 
3* TTTGTACTCTT AGTCCTCG ATT CCTTCGATTT T A C... 
(from Primer SEQ. ID NO. 2) 
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Following UDG, N,N-dimethyL ethylenediamine treatment and heating, 
the 3' overlaps on each of these 5* end sequences will be: 

5GACAGCTTAT C... 
3* TCG AGG ACT AAGAGTACAAACTGTC G AATAG... 

(from Primer SEQ. ID NO. 1) 

5'AAGG AAG CTAAAATG... 
3* TTTGTACTCTTAGTCCTCGATTCCTTCGATTTTA C... 

(from Primer SEQ. ID NO. 2) 

from which it is apparent that when these overhangs are brought into 
proximity with each other, they are completely complementary: 

| (£roi« primer SEQ. ID NO. 1) 
3' I 5' 

TCC TT AGCTCCTGATTCT CATGTTT I GACAGCTTA... 
AGGAA 1 TCGAGGACTAAGAGTACAAA CTGTCGAAT... 
5*1 3' 
(from primer I 
SEQ. ID NO. 2) 

Therefore, a long overlap of 20 nucleotide bases generated on each of the 
PCR fragments to be joined by virtue of the specific placement of the dU 
residue in the primers to prepare the. PCR fragments, provides for a 
highly specific directional joining of these fragments, which is also a 
stable joint due to the length of those overlaps or overhangs. In fact, it is 
not necessary to perform a ligase reaction to covalently link the 
respective single-strand overlapping segments to the rest of the PCR 
fragments at the joint sites because the strength of hydrogen bonding 
interactions between the two complementary 3' overhangs is great 
enough to maintain the joint between the two PCR fragments and 
prevent them from becoming detached. 

As will also be apparent from, the above sequences, there are a large 
number of dT residues which may have been chosen to be replaced by a 
dU residue during the preparation of the specific primers. Some of the dT 
residues are nearer the 5* end of the primer sequence and hence would 
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have been less favorable as they would have led to the generation of a 3' 
overhang having less than 20 nucleotide bases. Some of the dT residues 
are more distal from the 5' end of the primer sequence and hence might 
be even more favorable than the one exemplified above as they will lead 
to generation of an even longer 3 1 overhang. 

(2) In a similar fashion to that mentioned above concerning the specific 
directional joining of the upstream end of the Cm gene to the upstream 
end of the Tet gene, it was chosen to prepare an internal joint within the 
Tet gene so that the Tet gene may be generated from two separate 
fragments, one to be joined as above to the upstream end of the Cm gene, 
and one as noted below to be joined to the first Tet fragment, in a specific 
directional manner on one side and to the downstream end fragment on 
the other side. The primers for these other PCR fragments were 
specifically designed to provide for these joints. Furthermore, it was 
chosen to prepare the Cm gene in the fo.m of two separate PCR 
fragments to be joined to each other (internal joint) and to the Tet gene as 
above, as well as to the Amp ColEI-ORI region (as below). For all of these 
connections it was also necessary to prepare all of the necessary primers 
for synthesis of the various PCR fragments so that each will eventually 
provide for the desired specific directional joining of all the fragments. 

Thus, for the internal Tet gene fusion the following sequence, as obtained 
from the sequence provided with the commercially obtained pBR322 
plasmid, was chosen as the desired linkage region for the two Tet 
fragments to provide the desired internal linkage. 

internal Tet gene region 
5'CGATGATCGGCCTGTC GCTTGCGGTATTCG3' 
^GCTACTAGCCGGACAGCGAACGCCATAAGCS* 

To produce the two Tet gene fragments ( Tet A and Tet B in Fig. 2 ) by 
PCR procedure and to ensure the above internal connection in a specific 
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directional way, the following primers containing the noted dU residues 
were prepared: 



a) Primer SEQ. ID NO. 3, also designated 25595: 
Tet gene internal region - sense strand 

5*ATCGGCCTGTCGCTTGCGGT\UTCG3' 

b) Primer SEQ. ID NO. 4, also designated 27341: 
Tet gene internal region - anti sense strand. 

^ATACCGCAAGCGACAGGCCGAUCATCGS' 



For the relative positions of these primers with respect to the completed 
constructed plasmid and the direction of synthesis from these primers 
during the PCR procedure, there is shown in Fig. 2 the two primers with 
arrows indicating their directions. 



In an analogous manner to that described above with rc spect to the Cm 
upstream - Tet upstream junction, the above primers were used to 
generate the required PCR fragments having terminal sequences 
inclusive of the above primer sequences. Following UDG, 
N,N-dimethylethylenediamine treatment and heating of these PCR 
fragments, 3 1 single-stranded overhangs of 22 nucleotide bases are 
generated on each PCR fragment. As is apparent from the above primer 
sequences and their directionality, these 3' single-stranded overhangs are 
completely complementary and hence will readily combine with each 
other to form the desired Tet gene internal region linkage. Here, too, the 
nature of the complementary interaction of the 22 base pairs is strong 
enough to link tightly the two fragments without the necessity for a 
subsequent ligase reaction. 



(3) For the next desired linkage in the plasmid to be constructed, namely, 
the linkage between the downstream end of the Tet gene and the 
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downstream end of the Amp-ColEl-ORI region, both from plasmid 
pBR322, the following sequence was chosen as the desired linkage region 
for the PCR fragments to be produced containing the above gene regions: 

downstream region of Amp . I Tet gene downstream region 

junction point 

5' GAAATGTTGAATACTCATACTCTTlTGGCCAGGACCCAACGCTGCCCGAG 3' 
3' CTTTACAACTTATGAGTATGAGAAtACCGGTCCTGGGTTGCGACGGGCTC 5' 

To produce the PCR fragments which will contain the above linkage 
region to enable specific directional joining between these fragments, the 
following primers containing the noted dU residues were prepared: 

a) Primer SEQ. ID NO. 5, also designated as 30402: 

(Amp region) | (Tet region) 

junction point 

5'ATACTCT TtT GGCCAGGACCCAACGCUGCCC3' 

b) Primer SEQ. ID NO. 6, also designated as 3885: 

(Tet region) junction point (Amp region) 

5 1 AGCGTTGGGTCCTGGCCAtAAGAGTAUGAGTATTCAACA 3' 

For the relative positions of these primers with respect to the completed 
constructed plasmid and the direction of synthesis from these primers 
during the PCR procedures, there is shown in Fig. 2 the two primers with 
arrows indicating their directions. 

As noted above for the other fragments, these primers were used to 
generate the required PCR fragments having terminal sequences 
inclusive of the above primer sequences. Following UDG, 
N,N-dimethylethylenediamine treatment and heating of these PCR 
fragments, 3' single-stranded overhangs of 26 nucleotide bases are 
generated on each PCR fragment. As is apparent from the above primer 
sequences and their directionality, these 3' single-stranded overhangs are 
completely complementary and hence will readily combine with each 
other to form the desired 3' Amp-ColEl-ORI - 3* Tet gene linkage. There 
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too, the nature of the complementary interaction of the 26 base pairs is 
strong enough to tightly combine the two fragments without the -necessity 
for a subsequent ligase reaction. 

(4) The next desired linkage in the plasmid to be constructed was the 
linkage between the Amp -ColEl-ORI fragment, upstream of tho Amp 
gene and the downstream of the Cm gene. A study of the respective 
sequences revealed the following as the desired sequence for the linkage 
region for the PCR fragments to be produced containing the above gene 
regions: 

junction point 

Amp upstream region 4* Cm downstream region 

...5' TGCTCACAT GTTCTTT CCTGC GTT^CAGGCGTTTAAGGGCACCAATAAC 3\.. 
...3* ACGAGTGTACAAGAAAGGACGCAAtGTCC GCAAATTCCCGTGGTTATTG 5\.. 

To produce the PCR fragments which will contain the above linkage 
region to enable specific directional linkage between these fragments, the 
following primers containing the noted dU residues were prepared: 

a) Primer SEQ. ID NO. 7, also designated as 4144: 

junction point 
Amp region Cm region 

5ATGTTCTTTCCTGCGTTTCA 3 1 

b) Primer SEQ. ID NO. 8, also designated as 27342: 

junction point 
Cm region Amp region 

5'ACGCCTGTAACGCAGGAAAGAACAHGTG 3' 

The relative positions of these primers with respect to the completed 
constructed plasmid and the direction of synthesis from these primers 
during the PCR procedures are shown in Fig. 2, with arrows indicating 
their directions. 

As mentioned above, with regard to the other primers, these primers 
were used to generate the required PCR fragments having terminal 
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sequences inclusive of the above primer sequences. Following UDG, 
RN-dimethyl ethylene diamine treatment and heating, of these PCR 
fragments, 3' single -stranded overhangs of 24 nucleotide bases are 
generated on each PGR fragment. As is apparent from the above primer 
sequences and their directionality, these 3* single-stranded overhangs are 
completely complementary and hence will readily combine with each 
other to form the desired Amp-ColEl-ORI Cm gene linkage. Again, the 
nature of the complementary interaction of the 24 base pairs is strong 
enough to facilitate tight binding between the two fragments without the 
necessity for a subsequent ligase reaction. 

(5) The next desired linkage in the plasmid to be constructed was the 
internal linkage between the two PCR fragments each having part of the 
Cm gene (Cm A and Cm B fragments in Fig. 2). As noted above, all the 
sequence information of the internal part of the Cm gene is available with 
the purchased pACYC184 plasmid. Hence, upon a study of the Cm gene 
sequence, the following internal Cm sequence was chosen as the desired 
sequence for the internal joining of the PCR fragments to be produced 
containing the two Cm gene portions: 

internal region of Cm gene (bases 4018-4046 of the pACYC184 map) 

5' GGATTGGCTGAGACGAAAAACAT A T T C T C 3* 
3' CCTAACCGAC TCTGCTTT TT GTATAAG AG 5* 

To produce the PCR fragments which will contain the above linkage 
region to enable specific directional linkage between these fragments, the 
following primers containing the noted dU residues were prepared: 

a) Primer SEQ. ID NO. 9, also designated as 27343: 

Cm internal region - non-coding strand (anti-sense) 
5' ATTGGCTGAGACGAAAAACATAUTCTC3' 

b) Primer SEQ. ID NO. 10, also designated as 25596: 

Cm internal region - coding strand (sense) 
5* ATATGTTTTTCGTCTCAGCCAAIJCC 3' 
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The relative positions of these priu*ers with respect to the completed 
constructed plasmid and the direction of synthesis from these primers 
during the PGR procedures are shown in Fig. 2 with arrows indicating 
their directions. 



As mentioned above, with regard to the other primers, these primers 
were used to generate the required PCR fragments having terminal 
sequences inclusive of the above primer sequences. Following UDG, 
N,N-dimethyl ethylendiamine treatment and heating of these PCR 
fragments, 3* single-stranded overhangs of 23 nucleotide bases axe 
generated on each PCR fragment. As is apparent from the above primer 
sequences and their directionality, these 3* single-stranded overhangs are 
completely complementary, and hence will readily combine with each 
other to form the desired internal Cm gene linkage. Again, the nature of 
the complementary interaction of the 23 bases pairs is strong enough to 
facilitate tight binding between tLv two fragments without the necessity 
for a subsequent ligase reaction. 

It should be mentioned that the selection of the above primer sequences, 
in particular, those for the joining of two fragments making up a single 
gene region (internal junction), was not a rigid selection, as any suitable 
sequence could have been chosen, as long as it provided the desired 
junction between two specific fragments to be joined. In other words, 
each of the above primer sequences represents but one possibility from 
among many which could have been equally suitable. The only 
constraints in the selection of the primer sequences are that they: (a) will 
have at least one dU insertion at a position providing for a subsequent 3* 
overlap on the resulting PCR fragments of at least 15 nucleotides and 
preferably about 20 nucleotides; (b) they are chosen so as to include in 
their sequence portions of the sequence of both of the DNA fragments it is 
desired to join, thereby ensuring a "seamless" joining of the two 
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fragments, without any undesired "linker" sequence being inserted into 
the junction region between the two joined DNA fragments; and (c) that 
the primer sequences are so chosen to provide for complete 
complementarity only between the subsequently generated 3* overhangs 
of two fragments (the specific end's of these fragments) that it is desired to 
combine, such that when a number of fragments are to be joined in a 
desired pre-selected order, only the desired junctions will be possible. 

For example, in the above primers SEQ. ID NO. 9 and SEQ. ID NO. 10 
for the generation of PCR fragments encoding the internal region of the 
Cm gene to be specifically joined together, the primer sequences may 
have been chosen from among many possibilities, each having part of the 
Cm A fragment sequence and part of the Cm B fragment sequence, i.e., 
each primer covering the desired junction region between the Cm A and 
Cm B fragments. In this instance, because the junction is an internal one 
within a single gene region, there is even more flexibility of choice of 
primer sequence, as the junction point may have been pre-selected 
anywhere within the Cm gene. Further, the so-chosen primers SEQ. ID 
NO. 9 and SEQ. ID NO. 10 also have in their sequence numerous dT 
residues, a number of which (in addition to the exemplified one) may also 
have been replaced by a dU residue to provide subsequently the desired 
long 3' overhangs for the purposes of joining the PCR fragments 
generated from these primers. As the primer sequences were chosen 
specifically from the Cm gene sequence, there is ensured that once the 
generated PCR fragments are joined via their 3' overhangs, the joined 
fragments will contain only the Cm gene sequence, i.e., there is a 
"seamless" junction. 



(ii) Preparation of the PCR fragments 

Taking all of the above into consideration, the following is a brief 
description of how each fragment of the plasmid of Fig. 2 was prepared 
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using all of the various primers for each fragment, and how all the 
so-produced fragments were linked together: . 

a) The Amp-ColEl-ORI region fragment was prepared by standard 
PCR conditions using the above-noted primers SEQ. ID NO. 8 and SEQ. 
ID NO. 6 (see Fig. 2 for their relative positions and directionality with 
respect to the completed plasmid), as well as the purchased pBR322 
plasmid as the template DNA. The amounts of primer DNA, template 
DNA and other conditions of the PCR production were as noted 
hereinabove. 

b) The upstream portion of the Tet gene (the Tet A fragment shown 
in Fig. 2) was prepared by standard PCR conditions using the 
above-noted primers SEQ. ID NO. 1 and SEQ. ID NO. 4 (see Fig. 2 for 
their relative positions and directionality with respect to the completed 
plasmid), as well as the purchased pBR322 plasmid as the template DNA. 
The amounts of primer DNA, template DNA and other conditions of the 
PCR procedures were as noted hereinabove. 

c) The downstream portion of the Tet gene (the Tet B fragment 
shown in Fig. 2) was prepared by standard PCR conditions using the 
above-noted primers SEQ. ID NO. 3 and SEQ. ID NO. 5 (see Fig. 2 for 
their relative positions and directionality, with respect to the completed 
plasmid), as well as the purchased pBR322 plasmid as the template DNA. 
The amounts of primers DNA, template DNA and other conditions of the 
PCR procedure were as noted hereinabove. 

d) The upstream portion of the Cm gene (the Cm A fragment shown 
in Fig. 2) was prepared by standard PCR conditions using the 
above-noted primers SEQ. ID NO. 2 and SEQ. ID NO. 9 (see Fig. 2 for 
their relative positions and directionality, with respect to the completed 
plasmid), as well as the purchased pACYC184 plasmid as the template 
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DNA. The amounts of primer DNA, template DNA and other conditions 
of the PCR procedures were as noted hereinabove. 

e) The downstream portion of the Cm gene (the Cm B fragment 
shown in Fig. 2) was prepared by standard PCR conditions using the 
above-noted primers SEQ. IE NO. 10 and SEQ. ID NO. 7 (see Fig 2 for 
their relative positions and directionality, with respect to the completed 
plasmid), as well as the purchased pACYC184 plasmid as the template 
DNA. The amounts of primer DNA, template DNA and other conditions 
of the PCR procedures were as noted hereinabove. 

For PCR, the following conditions and conentrations were used: 10^1 of a 
0.1 mg/ml solution of primer #1 and primer #2, respectively, were mixed 
and 180jxl of PCR mix as given below added. Then, l\xl of 40ng/fxl of DNA 
template was added, and the PCR carried out at the temperature regime 
indicated below. 



Temperature regime 
94°C 40sec 
40°C 2min 
72°C 4min 
30 cycles 
72°C 5min 
6°C infinitely 



PCR mix: 



dNTPs (2.5mM each) 128^1 

Buff. xlO 160nl 

Hp 1088^1 

Taq DNA Polymerase 5u/fd 6.4jil 
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Following PCR synthesis of the individual fragments separately, each 
fragment was then purified by standard agarose-gel purification 
techniques using the commercially available Bio-Rad "Prep-A-Gene- 
DNA purification kit and adhering to the manufacturer's instructions. 
Following purification, the concentration of the purified fragment DNA 
was determined by standard procedures using the Pharmacxa 
"Gene-Quant- RNA/DNA Calculator" and adhering to the manufacture's 
instructions. 

(iii) r»t,»Ar>tion of PP.R - produced fragments 
The 5 PCR fragments as produced and purified according to the 
above-mentioned procedure, were connected to each other in a one-step 
reaction mixture in a single reaction vessel. This was achieved by mixing 
the fragments together. Each DNA fragment was in an amount of 0.15 
pmol. The volume of the DNA fragments mixture was 9 ul. 10 ul "dU 
nicking mixture" was added tc the DNA fragments mixture. The dU 
nicking mixture containing 40mM Tris-HCI P H 8.4, 100 mM KC1, 3mM 
MgCh, 200mM N,N-dimethyl ethylenediamine. 1 ul UDG (in a 
concentration of 5 U/ul purchased from GibcoBRL), was then added to the 
reaction, and the mixture was incubated at 37»C for 30 minutes. 

Following the above reaction to apurinate the uracil bases from the 
fragments with UDG and to nick the DNA 3' to the apurinated dU 
residues with N,N-dimethyl ethylenediamine, thereby preparing the way 
for dissociation of short single-strands (between 21-26 bases in length, as 
noted above), the reaction mixture was subjected to conditions to 
facilitate dissociation of the short nicked single-stranded DNA 
(oligonucleotides) from the 5' ends of the fragments in order to expose the 
desired 3' overhangs. These conditions included adding 20 ul Mineral Oil 
to the reaction mixture (to prevent evaporation) and then heating the 
reaction mixture to 75°C, at which temperature the mixture was 
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incubated for 30 min. At 75*C, the oligonucleotides (short single-strands) 
upstream of the dU residue at each end of the fragments dissociate from 
the remaining major portion of the fragments, leaving exposed 3' 
single -stranded- overhangs on each end of each fragment. 

The next stage was to facilitate the completion of the specific directional 
joining of the fragments by cooling the above reaction mixture to SVC 
(cooling from 75°C at a rate of about 2°C per hour). 

(iv) analysis of +n» products 

A 1 ul sample of the above reaction mixture containing the newly 
constructed plasmid made from joining the 5 separate fragments was 
used to transform suitable bacterial cells by standard procedures. The 
xnode of transformation was by the preferred standard method of 
electroporation of fi coK DH10B cells. In the transformation procedure 20 
pi of electrocompetent "Elr^roMax" cells (purchased from Gibco BKL) 
were mixed with the above 1 »d DNA sample and subjected to 
electroporation in a commercially available apparatus (BioRad "K coU 
Pulser Apparatus" set at 1.8 kV and operated according to the 
manufacturer's instructions). 

Following electroporation (transformation) the cells were plated on a 
standard LB Agar plate curtaining 100 mM ampicillin (to select for 
transformants having ampicillin resistance by virtue of having being 
transformed with a DNA carrying the Amp gene) 

The Agar plates were incubated under standard conditions. Over a 
hundred colonies were obtained and tested further for resistance to 
chloramphenicol and tetracycline. Thus, colonies found to be resistant to 
all three antibiotics are indicative of those having received a fully intact 
constructed plasmid which carries all three resistance genes, namely, the 
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desired constructed plasmid (havinglhe desired structure as depicted in 
Fig. 2). 

The results showed that about 10% of the originally obtained 
ampicillin-resistant colonies were- also tetracycline and chorampherncol 
resistant. Additional PCR verification tests were carried out on these 
colonies in order to verify that they carried the required plasxnids. Paus of 
primers originally used to produce two different fragments were used m a 
PGR test procedure in which the template DNA was the construct DNA 
obtained from the transformants. If the fragments had been connected m 
the correct manner, the PCR product would be equal in size to the sum of 
the original fragments. The PCR procedure and conditions were the same 
as noted above under "Materials and Methods". The PCR products were 
subjected to standard Agarose gel electrophoresis and the resultant bands 
separated on the gel were analyzed against standard molecular weight 
markers to determine their approximate size and to determine -hether 
these sizes are the expected ones. 

All of the colonies that were subjected to the above PCR test, had 
constructs that yielded PCR bands having the expected sizes (results not 
shown). 

The above result is a very significant one, as it provides evidence for the 
first time that it is possible to join correctly 5 separate DNA fragments in 
a specific directional manner, in a single reaction mixture by an 
essentially one-step procedure. 
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F,v ample 2 

^■^-^c in th« i^qaaLfe^^ of a plasmid 

from 5 s e parate fr agments. 
In view of the results set forth in Example 1 above, it was desired to 
imP rove the procedure of plasmid construction to obtain a higher yield of 
fully conducted plasmids from 5 original separate fragments. 

In this improved procedure, it was chosen to utilize recently developed 
technology whereby DNA molecules can be biotinylated and subsequently 
attached to streptavidin beads to effectively immobilize such biotinylated 
DNA molecules and remove them from the reaction mixture. Such 
biotinylation was performed at the terminal adenosine residue for ease of 
operation. The advantage of this approach is that it removes almost all 
the oligonucleotides which may interfere with the connection between 
fragments. Furthermore, it also removes fragment, that have two, or 
even one unexposed terminus, former improving the efficiency of the 
assembly of fragments. 

Using this technology, it was chosen to biotinylate all of the above noted 
primers SEQ. ID NO. 1, SEQ. ID NO. 2, SEQ. ID NO. 3, SEQ. ID NO 4 
SEQ ID NO. 5, SEQ. ID NO. 6, SEQ. ID NO. 7, SEQ. ID NO. 8, SEQ. ID 
NO 9 and SEQ. ID NO. 10 at their 5' terminal adenosine residues. 
Biotinylation of the primers is carried out at the time of their synthesis, 
namely, a biotinylated dA residue is prepared by standard procedures or 
purchased from a commercial supplier, and is used in the primer 
synthesis reaction as the last nucleotide, i.e., the 5' terminal nucleotide 
(primer synthesis using automated apparatus and procedures has the 
synthesis in the 3'-5' direction). All the other dA residues added during 
primer synthesis will be normal, non-biotinylated ones. In this way. each 
primer so synthesized will be biotinylated only at its 5' terminal 
adenosine residue. As a result, the PCR fragments to be produced with 
these primers will be «' biotinylated (two biotinylated 5' adenosine 
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residues per fragment produced as each fragment is generated with two 
primers - see above procedure for the fragment preparation). T.ese 
biotinylated short strands may be attached to streptavidin-coated beads. 

The entire procedure of PCR fragment preparation, was carried out using 
biotinylated primers which were otherwise identical to those described in 
Example 1. 

In addition, it was also chosen to perform a phosphorothiolation of the 3« 
ends of each of the primers before use in the PGR procedure, to ensure 
that the 3' ends of each of the various primers would not be digested by 
..proof-reading" functions of the high-fidelity DNA polymerases to be used 
in the PCR procedure. In this way, all of the above primers were also 3' 
phosphorothiolated during their synthesis before being used in the PCR 
reactions to generate the various DNA fragments. This 
phosphorothiokdon of the primers being another improvement of the 
basic method of the invention described in Example 1. 

It should, however, be noted that for the purposes of employing 
nigh-fidelity DNA polymerases, as noted above, in the PCR reactions, 
different buffers and other reaction conditions are necessary. Hence, for 
the purposes of the present PCR reactions, it was chosen to use the same 
DNA polymerase and PCR reaction conditions as noted above in Example 
1 In any event, such modified primers are also capable of being 
employed with high-fidelity DNA polymerases in accordingly modmed 
PCR reactions. 

Thus, once the primers were prepared as above with 5" biotinylation and 
3' phosphorothiolation, the PCR fragments were produced by the same 
procedure as in Example 1, up to and including the step of treating the 
fragments with UDG and N.N-dimethylethylenediamine and incubating 
the reaction mixture at 37'C for 30 min. For the subsequent joining of the 
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fragments, the reaction was dividfd'at this stage into two separate 
vessels (one serving as a control). 

To tbe first vessel of lOOul mixture, magnetic streptavidin-coated beads 
were added (100 ul, purchased from MPG) as was 20 ,1 of Mineral Ou to 
Prevent evaporation, and the vessel was then incubated with occasional 
shaking at 75«C for 30 min. As noted above, at 75'C, the short 5' 
oligonucleotides upstream of the dU residue at each end of the fragments 
dissociate from the main portion of the fragments, leaving 3' overhangs. 
In the presence of the streptavidin-coated beads, these 5' oligonucleotides 
which are biotinylated are "captured" (i.e.. bind tightly,) by the 
streptavidin molecules and are effectively removed from the "construction 
mixture", preventing them from competing with the fragment-fragment 
connections. Following the 30 min incubation at 76'C. the streptavidin 
beads, which are magnetic, were removed from the reaction vessel by the 
simpKJ standard procedure of collecting and removing them with a 
m agnet. under suitable conditions so as not to lead to -ny damage of the 
DNA fragments in the mixture. Therefore, the short biotinylated 5' 
oligonucleotides were physically removed from the reaction mixture 
before the cooling stage, in which complete stabilization of the interacting 
fragments takes place, to facilitate the final stage of the specie 
directional connections between the various fragments. 

In the second reaction vessel, 100 ul H 2 0 was added instead of 
streptavidin-coated beads. This was thus a control experiment, being 
essentially the same as that described in Example 1 above, in which the 
5' oligonucleotides remain in the reaction mixture and can interfere with 
the fragment-fragment interconnections. All other reaction conditions 
were as before. 

For both of the above reactions, following the 30 min. incubation at 75'C, 
the slow cooling procedure was carried out, as described in Example 1. 
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Likewise, 1 |il DNA samples from each of the above two reaction vessels 
(with and without streptavidin beads treatment) were used to transform 
the same strain of K coU cells by the same procedure as detailed in 

Example 1. 

The results of the fi. coU transformations revealed that for the 
streptavidin-treated reaction mixture, 480 ampicillin-reBistant colonies 
were obtained, of which 35% were chloramphenicol- and 
tetracycline-resistant. In contrast, for the non-streptavidin-treated 
reaction mixture, only 160 ampicillin-resistant colonies were obtained, of 
which only about 10% were also resistant to chloramphenicol and 
ampicillin (this being essentially the same result as obtained for the basic 
procedure set forth in Example 1). 

The above significantly greater number of completely constructed desired 
plasmids obtained by biotinylation-strept^din treatment indicates that 
the free released 5' oligonucleotide do interfere with the connects 
between the various fragments, and their removal by the 
biotinylation-streptavidin treatment is desirable. 

The use of the Biotin- Streptavidin system, for removing of the 
oligonucleotide generated by nicking at the apurinated site, is for 
illustrative purposes only. It can be done by several different methods, as 
for example the use of commercially available kits for removing 
oligonucleotides (see Example 3 hereinbelow). 
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EreEMatimxofacir^^ 

^nnnrrfl- fr^entr ron^itiitinr the plasmid 

Overview 

The plasmid to be constructed was designed to consist of eight fragments, 
each to be prepared separately by PGR amplification and then joined in a 
specific directional fashion to provide a circularized plasmid as the 
end-product. This example is similar to example 1, the difference being 
the number of fragments the plasmid was constructed of. 

In Fig 3, there is shorn schematically the plasmid that was designed 
and produced by the method of the present invention. This plasmid 
carries four independent anxibiotic resistance genes, for resistance to 
ampicillin (W or hereinafter Amp) ; tetracycline (Tet* gene, or 
herexnafter Tet); chloramphenicol (Cm r gene, or hereinafter Cm ) and 
kanamycin (Kn r gene, or hereinafter En). The plasmid also carries the 
ColEl origin of replication (ColEl-ORI), which in this specific instance is 
situated next to the Amp gene. Hence, such a plasmid is capable of being 
replicated in a host cell and will endow the host cell with resistance to aU 
four types of antibiotic. 

Accordingly, it is possible to readily select for those host cells transformed 
by this plasmid by growing the transfected cells in the presence of one of 
the antibiotics and then to screen for the resistance to the other 
antibiotics. In order to verify that mis-connections did not occur, 
additional verification tests may be carried out. One such test carried out 
included testing transformed colonies by restriction enzyme analysis. 
DNA was prepared from a number of transformed colonies and checked 
by restriction enzyme analysis. 
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This constitutes the first known disclosure of a successful, specific 
directional connection of eight independent PGR fragments to form a 
single active plasmid construct, and this by an essentially one-step 
procedure in accordance with the present invention. 



For this construction 



of eight fragments, the following was carried out: 



mJ ^ ?j ^^ HM.nrr-fnrthPP™ amplification. 

As shown in Fig. 3, and as outlined above, it was desired to construct a 
circularized plasmid having four regions: 

(a) a Tet region. 

(b) an Amp + ColEi-ORI region. 

(c) a Cm region. 

(d) a Kn region. 

The order of the connection is depicted in figure 3. 

To achieve this task, eight separate fragments were designed: 

Size(bp) plasmid Location 

Name of fragment 



AmpA 

AmnB 37342, 



CmA 40122 

CmB 

TetA 



TetB 



30402 



KnA 31254 
KnB 



241365, 



3885 



241366 



27343 
25596 



4144 



27341 



36176 



25595 



25953 
25952 



574 


pBR322 


3603-4159 


1171 


pBR322 


2460-3624 


481 


PACYC184 


4021-240 


293 


PACYC184 


3768-4043 


862 


pBR322 


1-848 


631 


pBR322 


827-1449 


569 


PACYC177 


1803-2368 


652 


PACYC177 


2349-2991 



31253 
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Written are the names of the fragments, their sizes, the plasmid from 
which they were PCR amplified, the exact location of the site on the 
original plasnnd and the numbers of the primer, that were used to 
amplify the fragments. The full sequence and maps of the various regions 
of these plasiuids are known and can be accessed from GenBank database 
under accession Nos. J01749 (pBR322), X06403 (pACYCI84) and X06402 
(pACYC177). 

The AmpB fragment includes the 5' part of the Amp fragment and the 
ColEl-ORI sequence. The AmpA fragment includes the 3" part of the 
Amp fragment. The CmA fragment includes the 5' part of the Cm 
fragment and the CmB fragment includes the 3' part of the Cm fragment. 
The TetB fragment includes the 5' part of the Tet fragment and the TetA 
fragment includes the 3' part of the Tet fragment. The KnA fragment 
includes the 5' part of the Kn fragment and the KnB fragm ent includes 
the 3' part of the Kn fragment. 

As in example 1, each primer consists of two regions: a 3' region 
complementary to the DNA to be amplified, and a 5' region 
complementary to the fragment it should be connect to. 

Using standard automated procedures to produce polynucleotide 
oligomers (Applied Biosystems, U.SA.), the following primers were 

synthesized: 

In all the cases below, the (-) in the middle of the sequence represents the 
junction between the regions of the original DNA. 

p~™»r g fcr th* amplified™ "f the AmnA fragments 

Primer SEQ. ID NO. 11, also designated as 241365: 
internal Amp region 

5'ATTGCTGCAGGCATCGTGGTGUCA 3' 
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Primer SEQ. ID NO. 6, also designated as 3885: 

Amp region 

5'AGCGTTGGGTCCTGGCCA - AAGAGTAIJGAGTATTCAACA 3" 
r-^ra for t.he a ~ r " fi ~*™ the Ar npB fragments 
Primer SEQ. ID NO. 8, also designated as 27342: 

Cm region Amp region 

5'ACGCCTG - AACGCAGGAAAGAACAUGTG 3' 

Primer SEQ. ID NO. 12, also designated as 241366: 

internal Amp region 
5'ACACCACGATGCCTGCAGCAAJJGG V 

rr]rnrr - f. r a ^ r 1ifir. a tio n of the CmA fragments 

Primer SEQ. ID NO. 13, also designated as 40122: 

AG G CcES&l AGT C - T C CA GSIWAAG GAA GCT AAA ATG 

Primer SEQ. ID NO 9, also designated as 27343: 
Cm region 

5'ATTGGCTG> GACGAAAAACATAUTCTC 3- 

rr i mrT - t„ ^ 0 unification of the CrnB fragment 
Primer SEQ. ID NO. 10, also designated as 25596: 
Cm region 

5- ATATGTTTTTCGTCTCAGCCAAHCC 3' 

Primer SEQ. ID NO. 7, also designated as'4144: 
5ATG-l4cr5cC?GCGrr • CAGGCGSfr'AAG^GCACCA.VTAAC 3- 
FniroyB fcr t>, A nmplific^™ «f tli R TetA fragment; 

Primer SEQ. ID NO. 4, also designated 27341: 

Tet region 

5'ATACCGCAAGCGACAGGCCGAUCATCG 3 

Primer SEQ. ID NO. 14, also designated as 36176: 

T?n ontiRpnse Tet sense 

6'ACGTGGCTTTGTTG - TTCTCATGUTTGACAGCTTATC 3' 
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p^™»r« for the ont plifipation of the Te.t B fragment: 
Primer SEQ. ID NO. 5, also designated as 30402: 

JaTACTCTT - TGGCCAGGACCCAACGCUGCCC 3- 
Primer SEQ. ID NO. 3, also designated 25535: 

Tet region 

5'ATCGGCCTGTCGCTTGCGGTALrrCG 3' 

Vri m »r* for th ° ^ r lifi^tion of the Kn A fragment: 

Primer SEQ. ID NO. 15, also designated 31254: 

TVt rerion Kn region 

5-AcJtcAGAA - CAACAAAGCCACGiiTGTGTCTC V 

Primer SEQ. ID NO. 16, also designated as 25953: 
Kn region 

5'AGACGAAATACGCGATCGCUGTTAA 3' 

jy^rr. f~ .m P 1ifi«.tirm of the KnB fragment: 

Primer SEQ. ID NO. 17, also designated as 25952: 
Kn region 

5'AGCGATCGCGTATTTCGTCU.CGCTC 3 ; 

Primer SEQ. ID NO. 18, also designated as 31253: 
Cm region Kn region 



5' 



'AGCTCCTGA - GACTCATACCAGGCCUGAATCG 3' 



(ii) Pr oration c "*" T>™ fragments 

The PCR was carried out as in Examples 1 and 2. Following PCR 
synthesis of the individual fragments, each fragment was purified by 
standard agarose-gel purification techniques using the commercially 
available Bio-Rad "Prep-A-GeneTM" DNA purification kit and adhering to 
the manufacturer's instructions. Following purification, the 
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concentration of the purified fragment DNA was determined by standard 

procedures. 

(iii) r-^^tinn of ft> PCR-prodttcMiragments 
Th« eight PCR fragments were connected to each other in a one-step 
reaction mixture in a single reaction vessel. This was achieved by mixing 
the fragments together in a 25^1 reaction mixture that included: 0.15 
pm ol of each fragment, 2*1 buffer (200mM Tris-HCl P H 8.4, 500 mM 
KC1, 15mM MgCh), 2.5 |il of 1M N,N-dimethyl ethylenediamine and 6.25 
units of UDG (GibcoBBL). The mixture was incubated at 37«C for 4 
hours and then transferred to 70»C for 5 minutes to facilitate dissociation 
of the short nicked single-stxanded DNA from the 5' ends of the fragments 
(as explained in example 1). After dissociation of the short nicked 
single-stranded DNA, the DNA was cleaned from them with "QlAquick 
PCR purification SW (QIAGEN) adhering to the manufacturer's 
instructions. Before adding the first buffer of the kit, 200 ul of hot (70'C) 
buffer (20mM Tris-HCl pH 8.4, 50 mM KC1, 1.5mM MgCl 2 ) was added in 
order to minimize the reannealing of the short nicked single-stranded 
DNA. This was carried out instead of the biotin-method desribed in 
Example 2. The DNA was eluted in 30ul of sterilized water. 27ul of the 
DNA mixture was incubated with 3ul of buffer (200mM Tris-HCl pH 8.4, 
500 mM KC1, 15mM MgCk) in a water-bath at 70°C. The bath was shut 
down and the temperature was slowly decreased to 37»C. This allows for 
the joining between the complementary overhangs, while minimizing 
illegitimate connections. 

(iv) analysis of construct 

A 1 'ul sample of the above DNA containing the newly constructed 
plasmid, made by joining the 8 separate fragments, was used to 
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transform 2j| i _coli_DH10B cells by electroporation (as detailed in example 
1). 

Following electroporation (transformation) the cells were plated on LB 
Agar plate containing 100 mM ampicillin (to select for transformants 
having ampicillin resistance by virtue of having been transformed wvth a 
DNA carrying the Amp- gene). On the day after, three colonies were 
picked and checked for resistance to chloramphenicol, tetracycline and 
kanamycin b, plating them on Agar plates containing the appropnate 
antibiotics. 

The results showed that the three colonies were resistant to all the four 
antibiotics. The colonies were further checked h, restriction enzyme 
analysis and proved to be correct (data not shown). 

The above result is very significant, since it proves that it is possible to 
correctly join 8 separate DMA fragments in a specific directional manner, 
single reaction mixture by an essentially one-step procedure. 



m a 



The examples above demonstrate that in accordance with the present 
invention, it is possMe for the first time * construct a fully acuve 
pUsmid molecule from numerous (e.g., 5, 8) separate fragments m a 
simple, essentially one-step process, and even under less favorable 
conditions (without biotmylation-streptavidin treatment), this process * 
feasible, producing fully constructed desired plasmid molecules. 

^ above examples have been provided for the purpose of illustration 
only. As will be appreciated by the skilled person, the invention is not 
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limited to any particular conditions, except as defined in the appended 

claims. 
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gy. QTTRNCE LISTING 



(1) GENERAL INFORMATION: 

(i) APPLICANT : 

(A) NAME : Gil Sharon and Gesher Israel Advanced 

Biotecs (1996) Ltd. 

(B) STREET: POB 98 

(C) CITY: Beit Neqofa 

(E) COUNTRY: Israel 

(F) POSTAL CODE (ZIP) : 90830 

(G) TELEPHONE: +972 2 5700 381 

(H) TELEFAX: +972 2 5700 586 

(ii) TITLE OF INVENTION: Method for joining DNA 
fragments 

(iii) NUMBER OF SEQUENCES: 18 

(iv) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFTWARE: Patentln Release #1.0, Version 
#1.25 (EPO) 



(2) INFORMATION FOR SEQ ID NO: 1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 
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(xi) SEQUENCE DESCRIPTION: SEQ ID 
AGCTCCTGAT TCTCATGTTU GACAGCTTAT C 
(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 35 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: unknown 

(D) TOPOLOGY: unknown 



■ (xi) SEQUENCE DESCRIPTION: SEQ ID 
AAACATGAGA ATCAGGAGCU AAGGAAGCTA AAAT 
(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 25 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID 
ATCGGCCTGT CGCTTGCGGT AUTCG 
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2) INFORMATION FOR bEQ ID NO: 4; 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 27 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ I 
ATACCGCAAG CGACAGGCCG At) CATC G 
(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 30 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID 
ATACTCTTTG GCCAGGACCC AACGCUGCCC 
(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 38 base pairs 

(B) TYPE: nucleic acid 
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(C) STRANDEDNESS : single 

(D) TOPOLOGY : unknovn 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 
AGCGTTGGGT CCTGGCCAAA GAGTAUGAGT ATTCAACA 
(2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 41 bsse pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 
ATGTTCTTTC CTGCGTTCAG GCGUTTAAGG GCACCAATAA C 41 
(2) INFORMATION FOR SEQ ID NO: 8 r 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 27 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 
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(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 
ACGCCTGAAC GCAGGAAAGA ACAUGTG 
(2) INFORMATION FOR SEQ ID NO: 9: 

(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 27 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9 
ATTGGcTGAG ACGAAAAACA TAUTCTC 
(2) INFORMATION FOR SEQ ID NO: 10: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 25 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown • 

(ii) MOLECULE TYPE: cDNA 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 
ATATGTTTTT CGTCTCAGCC AAUCC 
(2) INFORMATION FOR SEQ ID NO: 11: 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 

24 

ATTGCTGCAG GCATCGTGGT GUCA 
(2) INFORMATION FOR SEQ ID NO: 12: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 24 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 
ACACCACGAT GCCTGCAGCA AUGG 



(2) INFORMATION FOR SEQ ID NO: 13: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 40 base pairs 

(B) TYPE: nucleic acid 



• 
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(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 13; 
AGGCCTGGTA TGAGTCTCAG GAGCUAAGGA AGCTAAAATG 

(2) INFORMATION FOR SEQ ID NO: 14: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 36 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : -ingle 

(D) TOPOLOGY: unknown 



40 



(xi ) SEQUENCE DESCRIPTION: SEQ ID NO: 14: 
ACGTGGCTTT GTTGTTCTCA TGUTTGACAG CTTATC 
(2) INFORMATION FOR SEQ ID NO: 15: 

(i; SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



36 
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(xi) 



SEQUENCE DESCRIPTION: SEQ ID NO: 15: 



ACATGAGAAC AACAAAGCCA CGUTGTGTCT C 



(2) INFORMATION FOR SEQ ID NO: 16: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 25 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) IOPOLOGY: unknown 



31 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16: 
AGACGAAATA CGCGATCGCU GTTAA 25 
(2) INFORMATION FOR SEQ ID NO: 17: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 25 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ 
AGCGATCGCG TATTTCGTCU CGCTC 
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2) INFORMATION FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: unknown 



(xi) SEQUENCE DESCRIPTION: SEQ ID 
AGCTCCTGAG ACTCATACCA GGCCUGAATC G 
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Claims 

1 A method for the simultaneous multi-DNA fragment assembly of two or 
more double-stranded DNA fragments produced by a primer extension 
reaction, particularly the polymerase chain reaction (PGR), comprising the 
steps of: 

(a) providing for each DNA fragment to be joined to a second DNA 
fragment and optionally to a third DNA fragment, a pair of primers 
for the primer extension procedure thereof, wherein one of said two 
primers has a portion which is complementary to one terminal 
portion of the strand of said fragment, and the second of said two 
primers has a portion which is complementary to the other terminal 
portion of the strand of said fragment, and wherein the second 
portion of at least one of the said primers is complementary to the 
terminal portion cf a different fragment to * joined to said first 
fragment in a specific positioned relationship; 

(b) providing, in each of said primers, at least one dU residue or the 
like in place of at least one dT residue of the original primer 
sequence, the first of said at least one dU residue(s) being positioned 
at least 15 nucleotides from the 5' end of said primer; 

(c) producing each said DNA fragment by the primer extension reaction 
procedure; 

(d) carrying out in any suitable order the steps of. 1. mixing the 
produced DNA fragments 2. adding the enzyme UDG to apurinate 
said dU residue and a second enzyme or a compound such as 
N,N-dimethyr ethylenediamine to generate single-strand nicks at 
said apurinated dU residue, said UDG and second enzyme or 
compound being in amounts sufficient thereby to generate a nick at 
the end of substantially all fragments, and dissociating the nicked 
oligonucleotides which are formed at the 5' end or ends of the 
fragments, and 
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(e) providing suitable conditions and allowing sufficient time for the 
specific joining of said fragments to generate a multi-DNA fragment 
assembled product. 

2. A method according to claim 1, wherein the DNA mixing step is carried 
out before the UDG enzyme addition step. 

3. A method according to claim 1, wherein the UDG enzyme addition step 
is carried out before the DNA mixing step. 

4. A method according to claim 1-3, wherein step (e) includes the removal 
of the nicked oligonucleotides from the reaction. 

5. A method according to claim 4, wherein at least some of said primers for 
the primer extension production of said DNA fragments are biotinylated 
at their 5* ends, and wherein when said enzyme UDG and said second 
enzyme or compound are added to said mixture of fragments, there is also 
added streptavidin, either free or bound to beads, whereby single-stranded 
oligonucleotides containing at their 5' end a bioUn moiety generated 
following the formation of said single-strand nicks at said apurinated dU 
residues are bound via a biotin-streptavidin connection and are effectively 
removed from the joining reaction. 

6. A method according to claims 1-5,. wherein said 3' complementary 
overhangs on said DNA fragments are generated by the addition to said 
fragments, the enzyme UDG to apurinate said dU residue and a second 
enzyme selected from endonuclease III (Endo III) or endonuclease IV (Endo 
IV) to generate single-stranded nicks at said apurinated dU residue to 
provide said 3' overhangs. 

7. A method according to claims 1-5, wherein said 3' complementary 
overhangs on said DNA fragments are generated by the addition to said 
fragments of the enzyme UDG to apurinate said dU residue and of a 
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compound suitable to generate single-strand nicks at said apurinated dU 
residue to provide said 3' overhangs. 

8. A method according to claim 7, wherein the compound suitable to 
generate singie-strand nicks at the apurinated dU residue to provide the 3' 
overhangs is N.N-dimethyi ethylenediamine. 

9. A method according to any one of claims 1-8, wherein the joining of the 
fragments via the 3' complementary overhangs is facilitated in vitro by: 

(a) heating the reaction mixture to a temperature suitable to allow 
dissociation of the oligonucleotides at the termini of the fragment after 
said apurination of the dU residue and generation of nicks at the 
apurinated dU residue, and incubating said mixture; 

(b) keeping the mixture of (a) at a temperature suitable to maximize 
correct connections between complementary overhangs; and 

(c) optionally, adding ligase to said mixture to facilitate covalent 
joining of the DNA strands. 

10. A method according to any one of claims 1-9, wherein after the joining 
of the fragments via the 3' complementary overhangs is facilitated in vitro, 
the DNA is used to transform and/or transfect host cells. 

11. A method according to any one of claims 1-9, wherein the covalent 
connection of the fragments via the 3" complementary overhangs is 
facilitated in vivo, by the host cells that are being transformed and/or 
transfected by the mixture of fragments. 

12. A method according to any one of claims 1-11, wherein one or more of 
said DNA fragments to be joined is a mutant fragment having been 
subjected to site-directed mutagenesis or mutagenic PCR during its 
preparation. 
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13. A primer for use in a method according to any one of claims 1-12 
comprising at least one dU residue in place of at least one dT residue, the 
first of said at least one dU residue(s) being positioned at least 15 - 
nucleotides from the 5' end of the primer. 

14. A primer according to claim 13, wherein said primer is biotinylated at 
its 5* end. 

15. An assembled DNA construct whenever prepared by a method 
according to any one of claims 1-12, and wherein said construct has been 
assembled from the joining together of two or more DNA fragments. 

16. An assembled DNA construct according to claim 15, wherein said 
construct is in the form of a linear DNA molecule. 

17. An assembled DNA construct according to claim 15, wherein said 
construct is in the form of a closed circular DNA molecule. 

18. A method recording to claim 1 wherein one or more of the DNA 
fragments to be joined comprise sequences coding for one or more proteins 
selected from the group including cytokines, hormones, and enzymes. 

19. A method according to claim 18 wherein the enzymes are selected from 
the group consisting essentially of citrate synthases, polyketide synthases, 
and succinyl-CoA-synthetase. 

20. A DNA fragment comprising an overhang of at least 15 nucleotides or 
an end portion suitable to be converted into such an overhang. 

21. A DNA fragment as claimed in claim 20, for use in the method of claim 
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A. PCR fragment with a single dU residue that had been incorporated 
into each primer 



B. UDG a-purinates the dU residues 

(dU) 
/\ 



\/ 
(dU) 



C. N.N dimethylethylenediamine nicks the a-purinated residues 
3* 



/ 



/ 
3' 



D. Heating disconnects the nicked oligonucleotides from the double- 
stranded DNA molecule 

overhang 



overhang 



E. Slow cooling allows fragments with complementary termini to inter- 



connect , 

freemenM frigmentZ fir«gm«nt* fragment 4 fragments 



Fig. 1 
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